. Verifying transcriptional activity of "factory" fractions.
(A) Overview of the experimental procedure. HUVECs were stimulated with TNFα for 0 or 30 min, and harvested; now, intact nuclei were isolated in a physiological buffer, digested with DNase I, and spun. The resulting pellet was treated with caspases -6, -8, -9, and -10, which detach factories (red) from the underlying sub-structure (brown line). Following centrifugation, "factory" RNA is purified from the supernatant; the pellet contains remnants (black) of factories and residual chromatin.
(B) Comparison of chromatin fragments remaining associated with factories after digesting nuclei with DNase I (10 units/10 7 cells) or HaeIII (800 units/10 7 cells), purifying DNA, and electrophoretic separation on a 1.5% agarose gel. An image of a stained gel is shown (sizes of markers indicated).
(C) 2D electrophoresis of isolated factory fractions. Half the sample is used in a nuclear run-on in the presence of [ 32 P]UTP (top), and the other half for immuno-blotting using an antibody against the largest subunit, RPB1, of RNA polymerase II (bottom). The dotted ovals denote regions of the gel containing large fragments of factories rich in RNA polymerase II (the position of the largest size-marker of 8 MDa that is available is indicated for each dimension).
(D) Histone marks in the different fractions. The fractions indicated in panel A -plus a saponinextracted fraction ("sap"; derived after lysing cells in the saponin used prior to the run-on shown in panel C) -were analyzed by SDS-PAGE gel electrophoresis and immuno-blotting using antibodies against RNA polymerase II (as in panel C) or the "active" histone marks indicated;
antibodies targeting histone H3 and tubulin -and the Coomassie-stained gel -provide loading controls.
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Supplementary Figure S2
C (C) Percentages of reads obtained using the different RNA fractions that map to selected genomic features. Values particularly enriched in a fraction are highlighted; e.g., factory RNA is rich in long inter-genic non-coding RNAs (lincRNAs) and transcripts copied from repeats.
(D) Comparison of the number of up-/down-regulated genes detected 30 min post-stimulation, using the different RNA-seq approaches. Note that "chromatin" RNA-seq data come from a single biological replicate.
(E) A Venn diagram illustrating the overlap in detection of the top TNFα-responsive genes using each of the different RNA-seq approaches (see also Supplementary Table S1 ). ; left) . These positions were further filtered for location in two ways. First, they had to be ≥1 kbp from an annotated TSS and not to overlap known genes; this gave 1,221 putatively-active intergenic enhancers (see Supplementary Table S3 ). Second, they had to lie within an annotated gene body and ≥1 kbp from annotated TSSs; this gave 1,686 putatively-active intragenic enhancers. Histone modification and NF-κB binding profiles for ±4 kbp around each of these sites are illustrated using mean read-density profiles. Both groups were de-enriched tri-methylation at lysine 4 of histone H3 (H3K4me3; blue line). Supplementary Table S1 . The top 50 TNFα-responsive gene per dataset. The top (up to 50)
TNFα-responsive genes identified at 30 min post-stimulation using each of four RNA-seq approaches, and shared between biological replicates, are listed alongside the mean (log 2 ) fold change and average 0-and 30-min normalized expression levels (reads per kilobase per million).
[Provided as a .xls file.] Supplementary Table S2 . Enrichment of short non-coding RNAs. Full lists of sno-and micro-RNAs detected using total (ribodepleted) and factory "short" (<200 nt) RNA-seq are shown. In each the genomic location (chromosome, start, end, strand), gene name, raw and normalized Supplementary Table S4 . A summary of all RNA-seq generated. All datasets generated here are listed with details on "long" (>200 nt) or "short" RNA (<200 nt) sub-selection, number of generated reads and their length, strand-specificity, mapping efficiency, and stimulation times.
